METHODS

Bacterial strains and growth conditions
All mutant strains used in this study (Table S2) 
Construction and genotypic characterisation of promoter replacement mutants
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The integrative plasmids used for generation of the promoter replacement mutants were constructed as previously described [2] [3] . Briefly, the ribosomal binding site and the first 570, 522, 627, 582, 390 and 609 bp of panB, panE, panK (coaA), coaBC, coaD and coaE, respectively, were amplified by PCR prior to restriction with SphI and NotI, and ligation into the similarly restricted pSE100 4 (Table S2 ). The resulting suicide plasmids were electroporated into Mtb H37Rv and transformants were selected on 7H10 agar containing Hyg. Individual colonies of each mutant were grown to mid-logarithmic phase in 7H9 broth, following which genomic DNA was extracted from the harvested cells. The site-specificity of homologous recombination was confirmed by Southern hybridisation using the ECL Direct
Nucleic Acid Labelling and Detection System (Amersham Biosciences) (Fig. S1 ).
Conditional mutants were generated by electroporation of pGMCK3-OX38-T10, pGMCK3-OX21-T10 and pGMCK3-OX38-T28 5 into each of the promoter replacement mutants.
Integration into the chromosome was facilitated by co-delivery of an additional suicide vector, pGA-OXP15-intL5, transiently expressing integrase 5 . Transformants were selected on 7H10 agar supplemented with Hyg and Kan, in the presence and absence of ATc (200ng/ml).
Dose-dependence of growth was determined by spotting on 7H10 agar containing doubling dilutions of ATc ranging from 200 to 1.6 ng/ml as well as in the absence of ATc. The ability of pantothenate to restore growth of the panB, panC and panE conditional mutants and pantethine to restore growth of the coaBC conditional mutants 6 on 7H10 was also determined.
RNA extraction, DNase-treatment, cDNA synthesis and ddPCR primer/probe design Total cellular RNA was extracted from two independent cultures of M. tuberculosis H37Rv
and from two independent cultures of each of the conditional mutants, except the coaBC conditional mutants, from which RNA was extracted from three independent cultures, using 
Gene expression analysis of conditional knockdown mutants using ddPCR
A volume of 2 µl of cDNA was used as the template in multiplex droplet digital PCR (ddPCR) assays consisting of 1 × ddPCR™ Supermix for Probes (Bio-Rad), 375 nM of each primer (Table S3) Fluorescence data for each well were analysed using QuantaSoft software (Bio-Rad, Hercules, CA). Where necessary, thresholds were determined manually according to the negative controls, which included RT negative controls for each sample tested, and no template controls for each primer/probe combination tested. For each sample, the absolute concentration of transcript (copies/ml) of the gene of interest was determined relative to sigA.
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All data are representative of two biological replicates, except coaBC, which is representative of three biological replicates, for each of which two technical replicates were performed.
Effect of depletion of CoA pathway enzymes on viability of Mtb
Conditional mutants were grown to OD 600 ~ 0.2 in 7H9 medium as described above.
Following a 500-fold dilution in 7H9 medium containing no supplementation, a volume of 50 µl of diluted inoculum was added to round-bottom 96-well microtitre plates containing 50 µl 7H9, with appropriate antibiotic supplementation, in both the presence and absence of ATc (200 ng/ml), and plates were incubated at 37°C for either 9 or 32 days. Following washing in ATc-free 7H9 medium to ensure no carry-over of inducer, serial dilutions of the starting inoculum (Day 0) were plated onto 7H10 agar with and without ATc (200 ng/ml) in order to quantitate the number of colony forming units (CFU) inoculated into the microtitre plates.
Aliquots of 100 µl of serially diluted bacteria incubated in the presence and absence of ATc (200 ng/ml) were plated on 7H10 agar with and without ATc (200 ng/ml) every 24 hours over a period of 9 or 32 days. Mtb H37Rv and all promoter replacement mutants corresponding to the knockdown mutants tested were included as controls (Table S2) , and CFUs were enumerated following 3 weeks' incubation at 37°C.
Genetic validation of CoaBC in vivo
Female C57BL/6 mice (Jackson Laboratory) were infected with early-log-phase Mtb cultures by aerosol using an inhalation exposure system (Glas-Col). Single-cell suspensions were Figure S4 . Absolute quantitation of all Pan and CoA biosynthetic genes in Mtb. Total mRNA was extracted from exponentially growing cultures of all strains following 24 hours exposure to ATc, as indicated. All values (copies/ml) are normalized to sigA and data are representative of two biological replicates performed in duplicate, except coaBC, which represents three biological replicates performed in duplicate. Error bars represent standard deviation; SCO, promoter replacement mutant; ATc, anhydrotetracycline (ng/ml). 
